Cell state transition (CST) occurs during embryo development and in adult life in response to different stimuli and is associated with extensive epigenetic remodeling. Beyond growth factors and signaling pathways, increasing evidence point to a crucial role of metabolic signals in this process. Indeed, since several epigenetic enzymes are sensitive to availability of specific metabolites, fluctuations in their levels may induce the epigenetic changes associated with CST. Here we analyze how fluctuations in metabolites availability influence DNA/chromatin modifications associated with pluripotent stem cell (PSC) transitions. We discuss current studies and focus on the effects of metabolites in the context of naïve to primed transition, PSC differentiation and reprogramming of somatic cells to induced pluripotent stem cells (iPSCs), analyzing their mechanism of action and the causal correlation between metabolites availability and epigenetic alteration.
Introduction
Cell fate decisions result in the acquisition of a new identity, defined by specific molecular and phenotypic features. Cell state transitions (CST) are finely regulated at multiple levels, underlying fundamental biological processes, both during development and in the progression of several diseases. In some cases, CST results in the acquisition of fate, which is permanent (e.g., stem cell/lineage specification during embryogenesis), whereas in others, the transition is reversible and therefore highlights the plastic behavior of cells (e.g., the epithelial to mesenchymal transition). Signaling pathways and gene cascades activation are among the most well-defined and studied molecular mechanisms involved in CST; however, many other aspects can influence the decision of a cell to undergo a different fate, including variations in the concentration/level of metabolites [1] . The metabolism of a cell results from a complex network of inputs, including growth factors, nutrients, and oxygen availability. It has been proposed that metabolic changes may either be a consequence of CST or may be instructive; specifically, metabolic reprogramming itself may create a permissive context to induce a phenotype transition [1, 2] . Pluripotent stem cells (PSCs) show unique metabolic features in terms of energy consumption, metabolite flux and macromolecule synthesis. In this context, changes in the availability of different nutrients have been reported to influence the dynamic equilibrium between different cellular states, such as the balance between self-renewal/proliferation and induction of differentiation, the exit from the naïve state towards the primed state of pluripotency, and the acquisition of a pluripotent identity during the reprogramming of somatic cells to induced pluripotent stem cells (iPSCs) [3, 4] . PSCs usually are bivalent in their energy production, i.e., produce energy/ATP from both oxidative phosphorylation (OX/PHOS) and glycolysis, although it strictly depends on the pluripotent state in which they reside. Indeed, as mouse embryonic stem cells (mESCs) exit the A close relationship between acetyl-CoA levels and histone acetylation has been described during cell state transitions. Indeed, acetyl-CoA abundance and thus histone acetylation, in particular of histone H3, is crucial for maintaining an open chromatin state, and thus the epigenetic plasticity, which is a key feature of PSCs.
Yanes et al. showed that ESCs are characterized by high levels of highly unsaturated fatty acids, which decrease during differentiation [17] . Accordingly, a recent study highlights the critical role of fatty acid synthesis for maintaining PSC identity also during the process of cellular reprogramming [18] . Through magnetic resonance (NMR), Moussaieff et al. showed that the early phases of hESC differentiation are accompanied by a decrease of glycolysis-derived acetyl-CoA. Indeed, PSCs produce high levels of both acetyl-CoA and acetate, thus suggesting that the pyruvate-acetyl-CoA step, rather than the classical glycolysis versus OX/PHOS metabolism, is crucial to preserve pluripotency [19] . Accordingly, acetate is accumulated during somatic cell reprogramming, concomitantly with the acquisition of a pluripotent identity [9] , and, of note, acetate supplementation (10 mM) maintains both mouse and human embryonic stem cells (mESCs, hESCs) in the naïve state, and preserve H3K9/27 acetylation, which is required to maintain an open chromatin state, typical of PSCs [20] . This finding supports a crucial role for glycolysis-derived acetyl-CoA in modulating the balance between pluripotency and differentiation ( Figure 1 ). Mali et al. showed that butyrate, a naturally occurring short-chain fatty acid, improved the efficiency of iPSCs generation from both adult and fetal fibroblasts. Butyrate is a well-known histone deacetylase (HDAC) inhibitor [21] . The authors found that a transient butyrate treatment (0.25-0.5 mM) increased histone H3K9 acetylation, DNA demethylation of pluripotency-associated genes, including DPPA2. Forced expression of DPPA2 recapitulates the effects of butyrate treatment [22] .
Another source of acetyl-CoA is the metabolism of amino acids, including threonine. Indeed, threonine dehydrogenase (Tdh) activity converts threonine into acetyl-CoA and glycine ( Figure 1 ). In line with the above described role of histone acetylation in maintaining pluripotency, Tdh gene is much more expressed (about 200 times) in ESCs than in murine embryonic fibroblasts (MEF) [23] .
Nicotinamide Adenine Dinucleotide
Nicotinamide adenine dinucleotide (NAD) is an essential cofactor for several enzymes involved in a multiplicity of cellular responses. Among them, NAD is required by Sirtuins, a class of histone deacetylase (HDAC) that removes acetyl-groups from histones. Upon this reaction, acetyl-groups are transferred to ADP-ribose moiety of NAD. Nicotinamide adenine dinucleotide exists in an oxidized (NAD + ) and reduced (NADH) form, and can be synthesized either through the de novo pathway, using tryptophan as a metabolic precursor, or through the salvage pathway, assembling together nicotinamide (NAM), nicotinic acid (NA) and nicotinamide riboside to give rise to NAD + . In mammals, calorie restriction increases NAD + levels, while a hyper-caloric diet reduces NAD + levels [24] .
The family of Sirtuins, which contains seven members in mammals, have been largely described as key regulators in development and stem cell biology [25] . In particular, they are crucial regulators of stem cell maintenance and differentiation through several mechanisms, including protection from ROS and apoptosis, and epigenetic modification of specific targets. Sirtuin 1 is a key regulator of mouse and human ESCs. Indeed, it is down regulated during hESC differentiation, leading to epigenetic activation of developmental genes [26] . In addition, it modulates mESC differentiation [27] and preserves naïve pluripotency by deacetylating Oct4 and preventing the induction of Otx2 gene [28] . Furthermore, Sirtuin 1 preserves ESC identity by antagonizing Dnmt3l (DNA Methyltransferase 3 Like) and protecting against excessive DNA methylation [29] . Sirtuin 6 increases the efficiency of cellular reprogramming [30] , and preserves ESC pluripotency preventing spontaneous differentiation toward neuroectoderm [31] .
It is thus reasonable to assume that fluctuations of NAD + levels may influence the epigenetic landscape of PSC; however, few studies report the effect of NAD abundance on PSC identity/differentiation, and the correlation between NAD + levels and epigenetic modification has not been investigated so far. For instance, by using a NAD + biosynthesis inhibitor, Son et al. investigated the role of NAD + availability in somatic cell reprogramming, and found that NAD + depletion affects the efficiency of iPSCs. Supplementation of the NAD precursor NAM (1 mM) replenished NAD + levels and increases reprogramming efficiency. Mechanistically, the authors suggest that this is due to the pro-survival role of NAD + , which protects cells from apoptosis and senescence by reducing the oxidative stress. However, the effect of NAD + abundance on histone acetylation levels was not investigated [32] . Recently, Meng et al. reported that Nicotinamide (5-10 mM) promotes hPSCs survival and differentiation, and suggest that it occurs through the inhibition of ROCK kinase [33] . Meanwhile, Kropp et al. showed that inhibition of NAD + salvage pathway is toxic for hPSCs in culture [34] . Furthermore, the NAD precursor NAM (10 mM) has been reported to facilitate PSC differentiation toward different lineages, including neural, pancreatic, and cardiac [35] [36] [37] [38] [39] [40] .
All these studies point to a crucial role for NAD + in the maintenance of pluripotency and regulation of differentiation. Given the well-documented role of Sirtuins in these biological processes, analyzing the effect of NAD + or NAM on histone acetylation levels may offer new molecular mechanism underlying NAD + -dependent modulation of CST.
Folate Coenzyme
The availability of folate (vitamin B9) is directly linked to DNA and histone methylation levels, since folate is involved in the one-carbon metabolism, which provides methyl groups for the methylation reactions. One-carbon metabolism involves two cycles, i.e., folate and methionine cycle, to utilize one-carbon units from a variety of nutrients (mostly glucose and amino acids) for nucleotide and lipid synthesis, for the control of the redox status and for methylation reactions. Once introduced by diet, Folic acid is first converted to dihydrofolate and then to tetrahydrofolate (THF). As THF, it enters the folate cycle where the methylenetetrahydrofolate reductase (MTHFR) converts methylene-THF into 5-methyl-THF, and then, the 5-methyltetrahydrofolate-homocysteine methyltransferase (MTR) transfers a methyl group from 5-methyl-THF to homocysteine to generate methionine. Methionine adenosyltransferase (MAT) catalyzes the synthesis of S-adenosylmethionine (SAM), which is used as universal donor of methyl groups by the DNA-and histone-methyltransferases (DNMT and HMTs). S-adenosylhomocysteine (SAH) is generated as a product of this reaction, and is further hydrolyzed to homocysteine to close the cycle ( Figure 2 ). Vitamins B2, B6 and B12 are essential for SAM biosynthesis, since involved in the conversion of THF in 5-methyl-THF (B2 and B6), and homocysteine into methionine (B12) [24, 41] .
Evidence from several sources indicates the involvement of folate in modulating the epigenetic landscape in different contexts of cell transitions. For instance, Chandrasekaran et al. integrating time-course metabolomic profiles and a computational model of metabolism, revealed significant differences between naïve and primed mouse PSCs. In particular, one-carbon metabolism emerged as a key pathway that differs between the two states, being much more active in the primed state. Indeed, the primed state show increased sensitivity to knockout of reactions in folate/SAM/one-carbon metabolism, while the naïve state is more sensitive to reactions in the oxidative phosphorylation (OX/PHOS) and tricarboxilic acid (TCA) cycle [12] .
Accordingly, several studies link folate levels and stem cell transition and differentiation by modulating methylation both globally and at specific sites. It is well known that high levels of DNA methylation act as a barrier during the reprogramming of somatic cells to iPSCs. Interestingly, folic acid deficiency promotes demethylation of Oct4 and Nanog promoters in MEFs, resulting in increased reprogramming efficiency ( Figure 2 ) [42] . In this context, Hu and colleagues identified small-molecules compounds that improved the efficiency of iPSC generation under folic acid deprivation; however the impact of folic acid deprivation on epigenetic modification was not investigated [43] .
It has been postulated that ESCs can be used to test the effect of folic acid deficiency on self-renewal and pluripotency features through DNA methylation [44] . Indeed, Chang et al. demonstrated a direct correlation between the Long Interspersed Nucleotide Element-1 (LINE-1), which exerts a key role in the maintenance of genome structure and function during embryonic development, and folic acid deficiency in ESCs (0.5-4 mg/L) [45] . Specifically, the authors tested different degrees of folic acid restriction in ESCs, and found that it gradually induces hypomethylation of LINE-1, without altering mESCs proliferation and differentiation [45] . However, other apparently contradictory studies showed that folic acid maintains the naïve pluripotent state under CHIR99021 (GSK3 inhibitor, Wnt agonist) culture conditions, and promotes somatic cell reprogramming [46] . Furthermore, folic acid-deficient ESCs fail to proliferate, accumulating in G0/G1 and undergo apoptosis. The effect of folic acid deprivation on DNA methylation levels was not investigated [47] .
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Figure 2.
One-carbon metabolism-dependent control of DNA and histone methylation regulates the balance between pluripotent stem cell self-renewal and differentiation. Several micronutrients and metabolites influence the generation of s-adenosylmethionine (SAM), the universal donor of methyl groups for DNA and histone methyltransferases (DNMT and HMT). Folate (vitamin B9) is introduced by diet and converted to tetrahydrofolate (THF), and then to 5-methylTHF, which donate a methyl group to homocysteine to generate methionine. Serine, derived from glycolysis, provides a methyl group for the generation of 5-methyl-THF from THF. Vitamins B6 and B12 are essential for these reactions. While folate deficiency maintains and induces the pluripotent state, folate abundance promotes exit from the pluripotent state and induction of differentiation. Red T bar: repression; green arrow: induction (bottom).
Folate metabolism is also important in the self-renewal/proliferation and differentiation potential of the neural stem cells (NSCs) in vitro and in vivo ( Figure 2 ). Specifically, its deficiency determines neural tube defects during development, pointing to a key role of folate in neural progenitor differentiation [48] . Folate deficiency effects have also been characterized in in vitro models of neural differentiation. In particular, folic acid-dependent DNA methylation has been characterized in the neural rosettes (NR), 3D tubular structures that emerge from hESC differentiation, and that recapitulate the events occurring during neural tube development. The authors identified NR-specific enhancer elements, and showed that folic acid-associated DNA methylation change (CpGs) occurs at the NR regulatory elements close to genes required for neural tube formation and metabolism [49] . Accordingly, folic acid depletion affects NR formation from rhesus monkey ESCs [50] . A recent study also supports the role of folic acid administration in improving neural differentiation, and specifically investigated the effect of folic acid exposure in a model of iPSCs derived from fetuses with neural tube defects. Of note, folic acid treatment improved the proper formation and differentiation of neural tube structures, with concomitant expression of specific markers [51] . However, although these studies highlight a crucial role for folate in modulating cell fate decision, i.e., neural differentiation, the direct link between folate availability and epigenetic changes requires further investigation.
Amino Acids
Amino acid metabolism has been reported to influence cell fate decision, in particular, the levels of several amino acids are critical for the maintenance of PSC identity and behavior [52] .
Threonine
Among the essential amino acids, threonine has been reported to influence the epigenetic landscape through its catabolism. Threonine is catabolized in the mitochondria where threonine Dehydrogenase (TDH) enzyme generates glycine and acetyl-CoA. While acetyl-CoA feeds the tricarboxylic acid cycle (TCA), glycine, through the Glycine cleavage system, enters the one-carbon metabolism, generating 5,10-Methylene-THF, providing methyl groups for the generation of S-adenosylmethionine (SAM), the universal donor for the methylation reactions. This process is critical for the maintenance of PSC identity and plasticity [53, 54] . Indeed, threonine catabolism is dynamically regulated in mESCs, in which the Tdh gene is highly induced, reflecting the reduced levels of threonine in undifferentiated ESCs compared to differentiated embryoid bodies (EBs). Besides threonine, the level of other metabolites changes during ESC differentiation, defining distinct metabolic profiles of the two cellular states, e.g., acetyl-CoA and folic acid are less abundant in differentiating EBs, while methyl-tetrahydrofolate level is high [53] . Wang et al. showed that specific deprivation of threonine from the culture media slows down ESC growth rate and strongly reduced alkaline phosphatase (AP) levels, in a dose-dependent manner (ranging from 0 to 400 µM) This effect was mainly explained by reduced DNA synthesis, with threonine catabolism-derived products also being involved in purine synthesis [53] .
Ng Shyh-Chang et al. found significant metabolic changes when analyzing the reprogramming from somatic cells to iPSCs, with iPSCs being similar to ESCs. During the reprogramming of MEFs to iPSCs, threonine and folate decrease, while SAM increases. Therefore, the metabolic enzymes that channel threonine into SAM, such as Tdh, are more abundant in mESCs than in MEF [23] . Accordingly, induction of Tdh transcription, and thus of threonine catabolism, enhances reprogramming efficiency, being a positive regulator of the process [55] . Besides purine synthesis, one-carbon metabolism fuels methyl groups for the methylation reactions. Indeed, by tracing the fate of [U-13 C]threonine Ng Shyh-Chang et al. found that threonine is converted into acetyl-CoA and glycine by mESCs, and [U-13 C]threonine-derived glycine donates its methyl group to generate 5-methyltetrahydrofolate and SAM. Accordingly, short time depletion of threonine from the culture medium of mESCs reduced SAM levels, which in turn affects specifically di-and tri-methylation of histone H3 lysine 4 (H3K4me3), which has an essential role in the maintenance of pluripotency. Surprisingly, the authors did not find changes in the acetylation levels of histone H3, which is also crucial for the maintenance of an open chromatin state in PSCs (Figure 1 ). Deprivation of threonine also impairs mESC growth and increased differentiation. However, both the reduction of cell growth and H3K4me3 can be reverted by supplementation of threonine or glycine together with pyruvate, supporting a contribution of pyruvate-derived acetyl-CoA in the maintenance of mESC identity. Finally, the authors confirmed the effect of threonine catabolism on histone methylation and hence on ESC identity and pluripotency by depleting Tdh [23] . A global hypo-methylated state of histone and DNA is generally associated with the naïve pluripotent state. However, trimethylation of H3K4, which is generally associated with active transcription, is crucial to maintain pluripotency. Of note, among other histone methyltransferases (HMTs), the H3K4me3 writer Set1A has the highest Km for SAM, meaning that requires high levels of SAM for its activity [56] , and supporting the requirement of threonine-derived SAM for ESC pluripotency.
Methionine/S-Adenosylmethionine
Methionine is an essential amino acid, important for S-adenosylmethionine (SAM) synthesis through the methionine-adenosyltransferase (MAT). SAM is the methyl donor of the histones and DNA methyltransferases, and its level depends on the availability of methionine introduced by diet. Upon the methylation reaction, SAM is converted to S-adenosylhomocysteine (SAH) and then to homocysteine by SAH hydrolase. Finally, homocysteine is converted again to methionine by 5-methyltetrahydrofolate-homocysteine methyltransferase (MTR).
Human ESCs/iPSCs do not rely on threonine catabolism, since they have a non-functional TDH pseudogene, but keep methionine and SAM levels constant and equilibrated to maintain their undifferentiated state. Indeed, Shiraki and colleagues showed that hESCs/hiPSCs actively convert S-methyl-5 -thioadenosine (MTA), a by-product of polyamine biosynthesis, into methionine and then SAM. Accordingly, methionine deprivation impairs hESCs/hiPSCs survival and self-renewal/pluripotency and poises them for differentiation. While short methionine deprivation is reversible, if prolonged it results in growth arrest and cell death. The authors showed that methionine deprivation leads to SAM levels reduction and a concomitant decrease of H3K4me3 levels and global DNA methylation levels, which are rescued by SAM supplementation. According to reduction of cell growth, loss of pluripotent identity and induction of differentiation, p53-p38 signaling is induced and NANOG expression is suppressed upon methionine deprivation. In line with these findings, knockdown of MAT2A and MAT2B genes, which are involved in SAM synthesis from methionine, decreases hPSC self-renewal, which is rescued by supplementation with methionine or SAM (100 µM) [57] . Similarly to that observed for threonine catabolism in mESCs, this study points to a crucial role for SAM levels in hPSCs, through methionine metabolism, which is important to keep H3K4me3 mark, and thus maintain the undifferentiated state. Yet, the mechanism by which SAM availability specifically influences H3K4 methylation, but not other histone residues, is still unknown.
Recent data point to a key role of one-carbon metabolism in somatic cell reprogramming. For instance, it has been found that during reprogramming iPSCs activate the methylation cycle and maintain an optimal S-adenosylmethionine (SAM)/S-adenosylhomocysteine (SAH) ratio. This step is crucial to prevent the increase of homocysteine levels, which might alter the global DNA methylation level, and provide a pool of methyl groups required to maintain the proper methylation levels for the stem cell state [58] . Recently, it has been shown that methionine metabolism is modulated by the NAD + -dependent protein deacetylase Sirt1 both in mESCs and in the early phases of embryo development [59] . Specifically, Sirt1 regulates SAM synthesis by controlling the expression of Mat2a, whose promoter is directly controlled by the Sirt1 deacetylase substrate Myc. In the absence of Sirt1, mESC colonies show a flat phenotype with reduced levels of Alkaline Phosphatase (AP), a marker of pluripotency. Moreover, the conversion of methionine to SAM is impaired. Accordingly, the effects of methionine deprivation are more accentuated on Sirt1 KO ESCs with reduction of histone methylation. However, Mat2a overexpression rescues H3K4me3, Nanog expression and blocks differentiation [59] .
Complementary to these findings, Sperber et al. investigated how the metabolic signatures regulate the epigenetic profiles associated with the naïve to primed pluripotency transition. Interestingly, they observed that induction of naïve features in hESCs [60] [61] [62] [63] [64] is accompanied with metabolic changes similar to that observed for the mouse counterpart. Indeed, primed hESCs show lower oxidative phosphorylation (OX/PHOS) compared to naïve hESCs, as well as increased levels of fructose (1,6/2,6-) bisphosphate and lactate, suggesting active glycolysis in the primed state. Moreover, other metabolites are abundant in the primed state, including methionine, nicotinamide, long-carbon chain lipids and SAM. In contrast, in the naïve state, the fatty acid β-oxidation is increased. Most interestingly, the level of 1-methylnicotinamide (1-MNA), a product of Nicotinamide N-methyltransferase (NNMT), is upregulated in the naïve state [65] . The authors showed that the levels of NNMT, a SAM consuming enzyme, are dynamically regulated during the naïve to primed transition. Indeed, NNMT correlates with the naïve state, leading to reduction of SAM and of the repressive histone marks H3K27me3 and H3K9me3. In contrast, NNMT reduction in the primed state corresponds to increased SAM levels, which are thus available for histone methylation. Accordingly, forced expression of NNMT delays naïve to primed transition, while SAM supplementation (500 µM) induces primed metabolic profile in naïve hESCs. The epigenetic alterations due to NNMT levels determine repression of the Wnt pathway and activate the hypoxia-inducible factor (HIF) [65] .
Thus, methionine/SAM influence the epigenetic profile with different effects, depending on the pluripotent state and the cellular context, i.e., PSC differentiation or naïve to primed transition. H3K27me3 generally increases during the transition from naïve to primed. Moreover, in PSCs, H3K4me3 and H3K27me3 are associated with genes that may be either poised for activation or repression, the so called the bivalent domains [66] . This may explain different requirements of SAM in the pluripotent vs primed state. All together these studies support the idea that a complex balance between different inputs, such as the activity of methylating and demethylating enzymes, finely controls cell identity.
Proline
The non-essential amino acid proline is synthetized from glutamate, which derives from glutamine. In a first step, Aldh18a1 enzyme catalyzes the reduction of glutamate in Pyrroline-5-carboxylate (P5C), then P5C is converted to proline by P5C Reductase (Pycr1). Ornithine, a precursor of proline, can be converted in P5C in the mitochondria. Proline is catabolized in the mitochondria through the activity of Prodh enzyme, which converts proline to P5C, which in turn can be converted again to proline in the cytoplasm, thus generating a Proline-P5C cycle.
Emerging evidence indicate that l-Proline (l-Pro) influences the epigenetic landscape of mESCs, regulating histones and DNA methylation levels [67, 68] . Indeed, l-Pro availability modulates mESC plasticity, being a key determinant of ESC identity and behavior ( Figure 3 ) [68] [69] [70] . Several lines of evidence support this conclusion. First, mESC identity relies on a specific intrinsic shortage of l-Pro, whose levels are kept under the control of the amino acid starvation pathway (AAR/Atf4) [71] . Indeed, Atf4, the effector of the AAR pathway, controls the expression of l-Pro biosynthesis enzymes Aldh18a1 and Pycr1. As l-Pro levels increase (e.g., by exogenously provided l-Pro, 150-500 µM), l-Pro-tRNA is loaded and protein synthesis increased. This eventually results in increased ESC proliferation, exit from the naïve state and a reversible phenotypic and molecular transition. Specifically, upon exogenous l-Pro supplementation, ESCs are forced to acquire an early-primed state of pluripotency, defined by transcriptome, metabolic and epigenetic features that resemble the pre-primed state of Epiblast-like cells (EpiLCs). Indeed, while mESCs are bivalent in their energy production, l-Pro-induced cells (PiCs) undergo a metabolic reprogramming, switching to a glycolytic metabolism, which is typical of the primed state [72] . Additionally, PiCs acquire mesenchymal/motile and invasive features similar to that of epithelial to mesenchymal transition (EMT), leading to the conclusion that l-Pro induces an embryonic stem cell to mesenchymal-like transition (esMT) [67] . Interestingly, esMT is fully reversible either upon l-Pro withdrawal or vitamin C (VitC) supplementation, which in turn promotes the reversed mesenchymal-like to embryonic stem cell transition (MesT). Remarkably, VitC, but not other antioxidant (e.g., NAC and GSH), antagonizes the process (Figure 3 ) [67] .
histone and DNA methylation levels (Figure 3) . Specifically, L-Pro supplementation increases the global levels of H3K9me3/me2 and H3K36me3. ChIP-Seq showed that H3K9 methylation is altered at 1,6621 sites, while H3K36me3 at 8648 sites in L-Pro-treated cells, with the highest increase at noncoding regions of the genome. A significant fraction (27%) of the 1521 L-Pro-deregulated genes, in particular the ones associated with the acquisition of the mesenchymal features, show a change of the H3K9 methylation status [67] . l-Pro-induced phenotypic transition is associated with a global and genome-wide increase of histone and DNA methylation levels (Figure 3) . Specifically, l-Pro supplementation increases the global levels of H3K9me3/me2 and H3K36me3. ChIP-Seq showed that H3K9 methylation is altered at 1,6621 sites, while H3K36me3 at 8648 sites in l-Pro-treated cells, with the highest increase at noncoding regions of the genome. A significant fraction (27%) of the 1521 l-Pro-deregulated genes, in particular the ones associated with the acquisition of the mesenchymal features, show a change of the H3K9 methylation status [67] .
l-Pro supplementation also modifies DNA methylation levels in ESCs. Specifically, it increases the global levels of 5-methylcytosine (5mC) while reducing 5-hydroxymethylcytosine (5hmC), as quantified by liquid chromatography followed by mass spectrometry (LC-MS) [68] . Of particular relevance, VitC antagonizes l-Pro-dependent increase of both histone and DNA methylation. Reduced representation bisulfite sequencing (RRBS) analysis identified about 1000 differentially methylated regions (DMRs) in l-Pro-and VitC-treated ESCs. The large majority of these DMRs (≥ 90%) are oppositely modified by l-Pro and VitC availability [68] . Accordingly, the DNA methylation profiles of l-Pro-treated cells and Tet triple knock out (TKO) ESCs are highly overlapping, highlighting that l-Pro and VitC availability impacts on a common mechanism of action [73] .
How fluctuation in the levels of the metabolites analyzed so far, namely acetyl-CoA, NADH, vitamin B9, methionine/SAM, impacts on the epigenetic landscape of cells may be explained by the fact that, apart from l-Pro, they are substrates or cofactors for the epigenetic enzymes, which are sensitive to their availability. The mechanism underlying l-Pro-induced epigenetic modification has been recently explored [73] . Indeed, it has been proposed that increased l-Pro availability boosted collagen synthesis and hydroxylation, which is catalyzed in the endoplasmic reticulum (ER) by a group of VitC/αKG/Fe +2 -dependent dioxygenases, namely Prolyl-hydroxylase (P4h). This process consumes VitC in the ER, decreasing the availability of this co-factor/enhancer in the nucleus for the activity of another group of VitC/αKG/Fe +2 -dependent dioxygenases, i.e., the JumonjiC-domain containing histone demethylases (JmjC) and the Ten-eleven Translocation (Tet) DNA demethylases. A sudden increase of collagen hydroxylation (e.g., upon l-Pro supplementation) thus generates a competition for VitC availability between P4h and the epigenetic enzymes, resulting in increased histone and DNA methylation levels (Figure 3 ) [73] .
We speculate that l-Pro availability may influence stem cell plasticity and behavior during development, e.g., when tissue remodeling increases extracellular matrix (ECM)/ collagen degradation, producing high levels of free l-Pro, which may act as a signal for CST. Moreover, it has been reported that Aldh18a1 gene is induced in the Primitive Endoderm, exactly when the pluripotent cells are specified in the inner cell mass (ICM) of the blastocyst [74] . This aspect is of great interest and deserves further investigations.
Alpha-Ketoglutarate
Alpha-ketoglutarate (αKG) is a substrate of VitC/Fe +2 -dependent dioxygenases superfamily, which includes the DNA demethylases (Tet) and the histone demethylases (Jmj), involved in multiple biological processes. Tet and Jmj utilize αKG and oxygen to hydroxylate and remove methyl groups on cytosines and lysines on DNA and histones, respectively. During the reaction, αKG is oxidized to succinate, Fe +2 is oxidized to Fe +3 , and carbon dioxide (CO 2 ) is produced.
αKG is a key molecule in the Krebs cycle (citric acid cycle or tricarboxylic acid cycle, TCA), where it is produced by oxidative decarboxylation of isocitrate by isocitrate dehydrogenase (Idh). The TCA cycle results in the production of NADH, which is fed into the oxidative phosphorylation (electron transport) pathway to produce energy in the form of ATP. Alternatively, some amino acids, namely proline, arginine, lysine, and glutamine, can be converted into glutamate, which in turn undergoes oxidative deamination by glutamate dehydrogenase and produces αKG.
Being a key player in the demethylation reactions, αKG is actively involved in the modulation of the epigenetic landscape associated with CSTs and a critical role of αKG is emerging in preserving mESCs pluripotency [75] . According to their bivalent energy metabolism, naïve ESCs use both glutamine and glucose to maintain a high αKG/succinate ratio compared to the differentiated cells ( Figure 4 ) [75] . High levels of αKG guarantee the optimal activity of Tet and Jmj enzymes, which results in a global hypomethylated epigenome that is a feature of naïve cells. Indeed, when ESCs are grown in glutamine-free medium, the global levels of several histone lysine residues, including H3K9me3/H3K27me3/H3K36me3 and H4K20me3 increase. However, supplementation of dimethyl-αKG (DM-αKG, 4 mM), a cell-permeable form of αKG, reverses histone methylation, thus proving a causal link exists between αKG availability and the epigenetic modifications observed. Remarkably, DM-αKG supplementation reduces global DNA methylation, and increases expression of Tet target genes as well as of several markers of inner cell mass (ICM) and germline cells. This effect is abrogated in Tet1/2 double knock out (KO) ESCs, supporting the critical role of αKG as cofactor for Tet activity. αKG-dependent reduction of histone and DNA methylation and the concomitant increase in the expression of key pluripotent markers well correlate with the improved generation of domed-shaped tridimensional alkaline phosphate positive (AP + ) ESC colonies. In contrast, supplementation of the cell-permeable dimethyl-succinate (4 mM) pushes ESCs towards differentiation, thus providing a strong indication that αKG/succinate ratio regulates stem cell identity, at least in part by modulating the epigenome, although chromatin independent effects cannot be ruled out (Figure 4) [75] .
Accordingly, Hwang et al. demonstrated that αKG levels drop gradually as mESC differentiation proceeds, and treatment with αKG delays differentiation keeping a high percentage of AP + colonies [76] . Interestingly, they found that phosphoserine aminotransferase 1 (Psat1), which is a target of Oct4/Sox2/Nanog complex, is critical in determining mESC self-renewal and pluripotency by regulating the levels of αKG, which in turn modulates DNA and histone methylation [76] . Indeed, in the absence of Psat1, αKG levels decrease, leading to a reduction of 5hmC and an increase of H3K9me3 and H3K36me3 global levels, with H3K9me3 enriched at promoters of core transcription factors, which results in downregulation of Oct4 and Nanog expression and ESC differentiation. Of note, this effect is rescued by DM-αKG supplementation (0.5-1 mM).
Recently, Tischler et al. investigated how metabolic changes influence the specification of primordial germ cells (PGCs), which occurs during a narrow time window of competence that is acquired as ESCs exit from the naïve state and differentiate towards the epiblast-like cells (EpiLCs) state. Single cell RNASeq confirmed that the metabolic pathways are dynamically modulated during the transition from naïve to primed, with OX/PHOS and αKG levels being predominant in the naïve state. In line with a role of αKG in maintaining the naïve state, supplementation of DM-αKG (4 mM), and at a lesser extent citrate, a TCA metabolite upstream of αKG, impairs EpiLCs induction, retaining high level of the pluripotency marker Rex1. In contrast, DM-succinate treatment (4 mM) reduces Rex1 levels [77] . The authors suggest that this effect may be mediated by epigenetic changes. This highlights the concept that the metabolic switch during the naïve to primed transition is important for the acquisition of the developmental competence for the PGC fate. Accordingly, Idh2 is highly expressed in PGCs and αKG supplementation improves PGC induction. Remarkably, αKG also extends the competent time window of EpiLCs for PGC differentiation by maintaining longer a chromatin modification signature characteristic of naïve pluripotency. Indeed, αKG supplementation of EpiLCs antagonizes H3K9me2 accumulation at enhancers of naïve genes, while H3K27me3 levels increase at these loci [77] .
In a recent study, it has been suggested that the impact of αKG/succinate ratio on self-renewal or differentiation depends on both pluripotent state and the cellular context. Indeed, in hPSCs, the αKG/succinate ratio influences their identity in the opposite way, as compared to mESCs [78] . hPSCs, which exhibit transcriptome, metabolic and epigenetic features that resemble that of primed EpiSCs, show reduced oxidative phosphorylation (OX/PHOS) as compared to their differentiated counterparts, suggesting that TCA cycle intermediates production may be reduced. However, although hPSCs have low OX/PHOS, they utilize both [U-13 C]glucose and [U-13 C]glutamine to fuel TCA and produce high levels of αKG. In contrast, their early-differentiated counterparts only utilize glutamate [78] . In contrast to that observed in mESCs, the addition of DM-αKG (4-12 mM) on primed hPSCs and mouse EpiSCs accelerates their differentiation towards different lineages, such as neuroectoderm and endoderm. In contrast, DM-succinate supplementation (16 mM) or inhibition of Succinate Dehydrogenase A (SDHA), which converts succinate into fumarate, delays differentiation and maintains high levels of the pluripotency markers SSEA4 and OCT4. Decreasing αKG levels with different inhibitors also delays differentiation. Accordingly with the role of αKG as a substrate of TET and JMJ enzymes, its supplementation increases the levels of DNA 5-hydroxymethylcitosyne (5hmC) and reduces methylation levels of different histone residues (H3K4me3, H3K427me3, H3K9me3 and H3K36me3) [78] .
These processes have been recently investigated in vivo, and the role of αKG in developing embryo has been reported [79] . Specifically, the treatment with αKG improves the blastocyst rate, the number of inner cell mass (ICM) and the fetal growth after embryo transfer, and this occurs, at least in part by modulating the activity of Tet and increasing the 5hmC/5mC ratio [79] . of Tet target genes as well as of several markers of inner cell mass (ICM) and germline cells. This effect is abrogated in Tet1/2 double knock out (KO) ESCs, supporting the critical role of αKG as cofactor for Tet activity. αKG-dependent reduction of histone and DNA methylation and the concomitant increase in the expression of key pluripotent markers well correlate with the improved generation of domed-shaped tridimensional alkaline phosphate positive (AP + ) ESC colonies. In contrast, supplementation of the cell-permeable dimethyl-succinate (4 mM) pushes ESCs towards differentiation, thus providing a strong indication that αKG/succinate ratio regulates stem cell identity, at least in part by modulating the epigenome, although chromatin independent effects cannot be ruled out (Figure 4 ) [75] . 
Vitamin C
Besides its well known role as an antioxidant, ascorbic acid [vitamin C (VitC)] is a cofactor/ enhancer of the αKG-dependent dioxygenases and thus controls critical cellular processes. VitC guarantees the continuous catalytic activity of these enzymes, since it serves for the reduction of ferric to ferrous (Fe 3+ to Fe 2+ ), which is produced at each oxidation/hydroxylation cycle. Indeed, although the first hydroxylation reaction can be performed in the absence of VitC, the reaction cannot proceed if Fe 3+ is not oxidized back to Fe 2+ . Upon conversion of Fe 3+ to Fe 2+ , the oxidized form of VitC, termed dehydroascorbic acid, is formed and can be rapidly reduced back to VitC [68] . Thus, VitC is essential for the Tet -dependent hydroxylation of 5-methylcitosine (5mC) residues to 5-hydroxymethylcitosine (5hmC) as well as for histone demethylation catalyzed by the Jmj demethylases [80] .
In most mammals, VitC can be synthetized from glucose via the enzymatic action of L-gulono-γ-lactone oxidase (GULO). However, humans lack a functional GULO gene and thus cannot synthetize VitC, which must be introduced by diet and absorbed through the sodium-dependent VitC transporters.
Given its crucial role in promoting DNA and histone hypomethylation, the effect of VitC availability has been tested in a significant number of studies focused on maintenance and establishment of the pluripotent identity. Seminal studies revealed that VitC treatment (1-200 µg /mL) enhances the efficiency of both mouse and human iPSC generation, in particular improving the transition from pre-iPSCs to iPSCs [81, 82] . Of note, neither NAC nor vitamin E was able to promote cell reprogramming, thus ruling out the possibility that the effect was due to VitC antioxidant activity. Esteban et al. suggested that VitC might enhance the reprogramming efficiency by modulating the activity of the epigenetic enzymes [81] . Indeed, histone and DNA methylation are considered as a barrier for reprogramming. Accordingly, VitC (50 µg/mL) enhances the activity of Jhdm1a/1b, the histone demethylases of H3K36me2/me3 [83] , and reduces the levels of H3K9me3, regulating its status at the promoter of pluripotency loci, and improving the transition of pre-iPSCs to iPSCs [84] ; these findings provided the first evidence connecting histone demethylation and VitC-induced reprogramming. These studies were thus further corroborated and extended. For instance, it has been shown that VitC supplementation (50 µg/mL) prevents aberrant hypermethylation of the imprinted Dlk1-Dio3 cluster, thus allowing generation of "good" fully reprogrammed iPSCs, i.e., iPSCs showing all the characteristics of pluripotent ESCs, including the ability to generate adult mice by tetraploid complementation assay [85] . Complementary to these findings, it was shown that the germ-cell marker Dppa3, which is expressed in "high-grade" and "low-grade" chimera production competent iPSCs but not in pre-iPSCs, is activated during reprogramming by VitC (50 µg/mL) [86] . In line with these findings, it has been shown that VitC induces the expression of different ESC-specific microRNAs (miRNAs), including miRNA290-295, miRNA17-92 clusters, and the miRNAs of the Dlk1-Dio3 imprinting region by demethylating their promoters [87] .
In addition, VitC is essential for Tet-dependent DNA demethylation that induces activation of pluripotency genes during reprogramming (0.01-50 µg/mL) [88, 89] . Gao et al. showed that Tet1 activity facilitates reprogramming by promoting Oct4 demethylation and activation together with other important pluripotency genes [90] .
VitC, but not other antioxidants, promotes Tet activity increasing 5hmC levels in mESCs. This effect is suppressed in Tet1 and 2 double knockout ESCs. Of note, VitC (100 µg/mL) induces demethylation of the regions that normally gain methylation in vivo after embryo implantation [91] . Moreover, VitC supplementation (500 µM) antagonizes l-Pro-dependent increase of histone and DNA methylation, maintaining a hypomethylated epigenome and pushing the cells towards a naïve-like state [67, 68] (Figure 3) . Similarly, Gao et al. showed that VitC preserves mESC colony morphology and prevents differentiation by down-regulating different differentiation -specific genes and up regulating the expression of pluripotency factors. In particular, Nanog protein levels increased upon VitC treatment [92] . In hESCs, VitC (50 µg/mL) induces DNA demethylation of bivalent genes, which is a fundamental step in somatic cell reprogramming [93] . VitC (50 µg/mL), as enhancer of TET activity, together with retinoic acid (vitamin A), which induces TET2 and 3 expression, synergistically cooperate to reduce 5mC levels and maintaining a naïve pluripotent state [94] . However, the use of culture conditions that promote naïve pluripotency, including VitC supplementation, with the consequent loss of DNA methylation, may lead to karyotype instability and the activation of transposons [95] .
VitC availability also influences stem cell differentiation, although the mechanism in not completely understood, and most likely relies on Tet-dependent DNA demethylation. For instance, Tet1-3 triple knockout affects ESC differentiation [96] , and TET2 deficiency affects mesoderm and hematopoietic differentiation in hESCs. Of note, methylation of the NANOG promoter correlates with the absence of TET2 [97] ; conversely, TET2 overexpression correlates with NANOG promoter demethylation/hypomethylation and maintenance of ESCs in an undifferentiated state, i.e., with a block in ESC differentiation [98] . Finally, Tet1 and 2 knockout ESCs show developmental defects when injected in mouse blastocyst [99] , and Tet1-depleted ESCs form aggressive teratomas in immunocompromised mice, which are mainly composed by endoderm, and trophoblastic giant cells [100] . Of note, Tet1 and Tet3 deletion increases transcriptome variability during early embryogenesis [101, 102] .
VitC supplementation improves iPSC differentiation towards the cardiac lineage (10 −4 mol/L) [103, 104] enhancing cardiac progenitor cell specification and increasing proliferation via MEK-ERK1/2 pathway by promoting collagen synthesis (0.2-250 µg/mL) [105] . Several studies also support the role of VitC availability in promoting the differentiation of PSCs towards connective tissues including osteoblast [106] and osteoclastogenesis (50 µg/mL) [107] . VitC (12.5 µg/mL) combined with dexamethasone promotes mESC differentiation to adipocytes [108] . In this context, all these differentiations rely on the induction of collagen synthesis. Of note, VitC promotes collagen hydroxylation/maturation and deposition by enhancing the activity of the αKG /Fe +2 -dependent dioxygenases, P4h.
Conclusions and Future Perspectives
Increasing evidence points to a strong link between metabolism and epigenetic alteration in cell fate decision. Indeed, many chromatin-modifying enzymes are sensitive to fluctuations in the availability of metabolic intermediaries, which are key substrates or cofactors/enhancers of their activity. Changes in their abundance can influence global levels of DNA and histone methylation and acetylation, which may in turn govern gene expression profiles. In particular, a growing interest is focused on how this metabolic-epigenetic axis may be causative or associated with PSC behavior. Naïve to primed transition, the balance between self-renewal and differentiation, and the reprogramming of somatic cells to iPSCs, are typical cell state transition (CST) in which PSCs undergo a metabolic reprogramming.
A key example of the metabolic-epigenetic crosstalk has been reported for one-carbon metabolism, which controls histone 3 methylation levels, a crucial mark for the establishment and definition of different cellular states [23, 41, 48, [109] [110] [111] . However, how such a global epigenetic modification affects gene expression profiles from a global point of view is unknown and requires further investigation.
It is important to underlie that expression analysis of metabolic genes or the systemic analysis of metabolites (metabolomics) do not always reflect the complexity of the flux of the metabolic reactions, but simply provide a snapshot of the metabolic status of a cell [12] . Moreover, the metabolic profile strictly depends on the culture conditions used to capture or induce in vitro a specific cell state. Indeed, media formulations are often complex and/or not specifically declared. For example, they usually include serum, knockout serum (KOSR), vitamins, aminoacids and other metabolites, whose levels are in some cases not physiological. Thus, the definition of the culture conditions, as well as the proper characterization of the specific cell state analyzed, is crucial when investigating the metabolic regulation of the epigenetic status in CST. In particular, this becomes critical when comparing mouse and human PSCs. Indeed, while for mESCs the culture conditions used to induce the naïve and primed states are well defined, for the human counterparts this is still not completely known. Metabolic and epigenetic alteration must be well interpreted when studying the transition of somatic cells to iPSCs during reprogramming. Indeed, the quality of the iPSCs, i.e., "good" or "bad" iPSCs, is critical in the definition of the metabolic and epigenetic profiles. Additionally, PSC differentiation often results in heterogeneous population and may thus generate confusion when analyzing the metabolic and epigenetic profiles. These important aspects must be taken into account since they may, at least in part, explain some discrepancies observed when comparing the effect of a metabolite during CST. The metabolic-epigenetic crosstalk may also govern cell fate choice in other CST, associated with pathologies. Indeed, in the context of cancer progression in which cells acquire invasive and malignant phenotypes, micronutrients and metabolites availability in the tumor microenvironment may influence the epigenetic landscape, and thus the behavior of cancer cells [112] .
At least three key aspects define the metabolic-epigenetic crosstalk. First, it involves different cellular compartments, e.g., extracellular space, cytoplasm, mitochondria, endoplasmic reticulum and nucleus, and thus requires specific metabolites transporters/carriers, which are not completely known. Indeed, variations in metabolites concentration may occur in specific subcellular compartments during CST, without altering the global cellular levels ( Figure 5 ). Yet, the methodologies available so far to measure metabolites levels within each compartment are poorly developed, thus limiting the possibility to investigate this critical aspect. Second, the metabolic cycles, such as that of folate, methionine, and TCA may continuously regenerate the active form of the substrates and cofactors of the epigenetic enzymes, thus amplifying their signals without the need of constant exogenous supplementation ( Figure 5 ). However, different studies show that although the cells are able to endogenously synthetize some of these metabolites, including acetyl-CoA, L-Pro, αKG and VitC, their exogenous supplementation largely impact on epigenetic alteration, thus suggesting that their levels are limiting for epigenetic reactions in that specific context [20, 67, 72, [75] [76] [77] [78] 83, 91, 93] . The mechanisms by which cells maintain low levels of epigenetic metabolites are poorly investigated, except for the non-essential amino acid l-Pro. Indeed, an autoregulatory loop between the amino acid starvation pathway (AAR/Atf4) and the genes coding for l-Pro biosynthesis enzymes (Aldh18a1 and Pycr1) maintains l-Pro levels limiting to preserve naïve ESC identity [71] . Third, CST is usually induced by specific growth factors and cytokines, and the transition is associated with metabolic and epigenetic reprogramming. For example, Myc controls hPSC fate decisions by regulating the transcription of metabolic genes, in particular up-regulating glycolytic enzymes, which are essential for the establishment of pluripotency [8, 113, 114] . Hypoxia-inducible factor 1α (HIF1α) induces ESCs towards a metabolic switch from bivalent to a glycolytic Activin/Nodal-dependent primed state, and is also required during the early stages of reprogramming [5, 115] . Cripto/Smad2 controls the metabolic reprogramming occurring during naïve to primed transition [116] . Stat3, acting downstream of LIF, increases the expression of mitochondrial-encoded genes, enhancing OX/PHOS metabolism [117] . Zic3 and Esrrb transcription factors finely modulate the expression of glycolytic and OX/PHOS genes, inducing naïve pluripotency and enhancing somatic cell reprogramming [118, 119] . LIN28 binds to and regulates key OX/PHOS proteins, maintaining a low mitochondrial metabolism associated with the primed state [120] . Conversely, the metabolic state can also modulate the activity of transcription factors involved in CST, as shown for the oxidation of key cysteine residues of Oct4 in the absence of glutamine [121] . Whether metabolic reprogramming precedes or is rather a consequence of the CST and the epigenetic modifications is not clear. Few examples exist where the availability of a metabolite is able per sè to induce CST and the associated epigenetic alterations; for instance, i) VitC supplementation induces the pre-iPSCs to iPSCs transition [81] ; ii) exogenously supplied l-Pro force ESCs to exit the naïve state and to acquire an early-primed state of pluripotency [72] (Figure 5 ). Extensive metabolic changes occur during the early phases of development. In particular oxygen consumption increases in the blastocyst stage and decreases by day E6.5 after implantation, stage in which glucose is the main metabolite consumed. This metabolic switch is critical for proper embryo development and is well reflected in PSCs in vitro naïve and primed counterparts [122] [123] [124] . Moreover, it has been reported that some mitochondrial TCA cycle enzymes translocate into the nucleus and are critical for zygote genome activation [125] . How metabolite availability impacts on chromatin modifications during the pre/early-post implantation development is an emerging field of Extensive metabolic changes occur during the early phases of development. In particular oxygen consumption increases in the blastocyst stage and decreases by day E6.5 after implantation, stage in which glucose is the main metabolite consumed. This metabolic switch is critical for proper embryo development and is well reflected in PSCs in vitro naïve and primed counterparts [122] [123] [124] . Moreover, it has been reported that some mitochondrial TCA cycle enzymes translocate into the nucleus and are critical for zygote genome activation [125] . How metabolite availability impacts on chromatin modifications during the pre/early-post implantation development is an emerging field of interest. However, exploring this link may be complex, especially due to the limitations of current technologies, such as metabolic flux analysis, which may be challenging when applied to few cells as in early embryogenesis [126] . Embryos deficient in Myc resemble diapause embryos and show naïve features, including lower expression of glycolytic genes [127] . Inhibition of mTOR in blastocyst led to paused embryos, with global transcriptome repression and reduction of histone modifications associated with gene activity [128] . However, the link between transcription factor-mediated metabolic changes and epigenetic modifications deserves further investigation.
Finally, other classes of enzymes, which require the same substrates and cofactors, are involved in the methylation of RNA, which has been also correlated to PSC transition, e.g., naïve to primed [129] [130] [131] [132] . In particular, 6-methyl-adenosine (6-mA), which is deposited by METTL3/METTL14 complex, requires SAM. This modification is removed by the VitC/ αKG /Fe +2 -dependent dioxygenases FTO and ALKBH5, which similarly to TET and JMJ depend on αKG and VitC availability. Their activity is crucial for RNA metabolism and thus is strictly associated with transcriptome changes that may underlie CST. However, the connection between metabolism and RNA methylation is still poorly investigated, and will deserve further investigation.
In conclusion, despite our understanding of metabolic and epigenetic crosstalk in CST still being incomplete, and although the development of new technologies to better characterize the cellular metabolic status as well as the right definition of the cell culture conditions are fundamental, our knowledge in the field has rapidly improved. 
